on ampicillin-containing LB agar plates, followed by verification using colony PCR.
6. The plasmid DNA is extracted from E. coli using the Mo Bio UltraClean Midi Plasmid
Prep kit, and an aliquot is sequenced to ensure the fidelity of the target gene sequence and 3x FLAG fusion.
B. The next step towards ChIP is to integrate the target gene fused to 3x FLAG into the M.
oryzae genome. This is achieved by transforming the plasmid DNA isolated in step A6 into M. oryzae protoplasts and selecting for hygromycin resistance. Protoplast generation and transformation, as well as screening for fungal transformants, are performed as described previously (Fernandez et al., 2012; Wilson et al., 2010) and summarized as follows:
1. Mycelia are grown in 350 ml of liquid complete medium with continuous shaking at 150 rpm for 48 h at 24 °C, harvested with sterile Miracloth and washed with sterile distilled water.
2. The mycelia are divided into two parts, and each is incubated in 40 ml of OM buffer at 29 °C with shaking at 75 rpm.
3. The mycelia/OM solution is aliquoted into two Oak Ridge centrifuge tubes, and overlaid with the same volume of cold ST buffer on ice. After centrifugation at 5,000 rpm for 15 min at 4 °C in a swinging bucket rotor, protoplasts are recovered from the OM/ST interface using a 1 ml sterile pipette and pooled.
4. After gently mixing with the same volume of cold STC buffer, the protoplasts are pelleted by centrifugation at 3,000 rpm for 10 min at 4 °C, followed by three washes in 20 ml of cold STC buffer. 
The nuclear lysate containing sheared chromatin is precleared by incubating with 30 μl
Sepharose 4B beads with gentle rotation for 4 h at 4 °C.
2. The beads are centrifuged at 5,000 x g for 30 sec at 4 °C.
3. The supernatant is collected into 3 x 100 μl aliquots in fresh Eppendorf tubes. One sample is saved until step H1 to serve as the input chromatin control. All samples are placed on ice until use.
The affinity resin is prepared according to the manufacturer's instructions.
a. Briefly, 20 µl ANTI-FLAG M2 Affinity Gel is removed to a sterile 1.5 ml tube. The gel is washed with 0.5 ml HBS twice followed by 0.5 ml 0.1 M glycine HCl (pH 3.5) once. This is followed by three washes with 0.5 ml HBS. Between washing steps the resin is pelleted by spinning at 5,000 x g for 30 sec at 4 °C.
b. 20 µl Anti-IgG Agarose resin is prepared in the same way as above and is used to determine the background of non-specific chromatin binding to the gel.
100 µl of cleared nuclear lysate from
Step G3 is placed in separate tubes containing the ANTI-FLAG or Anti-IgG agarose resin and incubated overnight at 4 °C with gentle agitation.
6. The resin is washed four times in 0.5 ml HBS buffer containing 0.1% TritonX-100.
Following these wash steps the beads are pelleted by spinning at 5,000 x g for 30 sec at 4 °C.
7. To elute the protein-DNA complex, 100 μl Elution buffer is added to the resin pellet and incubated for 30 min at 4 °C with gentle agitation.
8. The sample is centrifuged at 5,000 x g for 30 sec at 4 °C and the supernatant transferred to a fresh tube.
H. Reverse cross-linking
Note: In addition to the eluate from the ANTI-FLAG and Anti-IgG agarose resin, the input chromatin saved at step G3 is also included in the following steps.
http://www.bio-protocol.org/e1643 2. DNA is purified using the Wizard PCR Clean-up kit and eluted into 30 μl ddH2O. least in triplicate by qPCR using specific primers designed in the MoSod1 promoter region (Fernandez et al., 2014) . qPCR values obtained from ANTI-FLAG M2 Affinity Gel immunoprecipitation were adjusted for non-specific chromatin binding and precipitation 
